Figure S2. Distribution of Single and Multiple Recombination Events in Relation to the Total Number of Labeled Cells in the Embryos
The observed frequency of total labeled embryos and embryos presenting a total number of cells (x) above the limits shown in the graphs, were taken into account to calculate the expected number of independent recombination events at E8.5 and E10.5. To account for these observed frequencies, which correspond to the sum of embryo numbers in each group, embryos with fewer cells than the number defining the group are considered as negative (the number of labeled embryos excluded in a given group corresponds to the difference between the total embryos in this group and the lower level group in each graph; groups of x≥1 cells include all labeled embryos). (A-C) Expected distributions for the lines and stages indicated. All E8.5 embryos dissected or random subsets of E10.5 embryos, indicated by (n), were considered for this analysis. At E10.5, only embryos with labeled cells in the trunk and tail (axial levels formed after gastrulation) are included. We considered all E10.5 R26nlaacZ1.1 embryos labeled in neurectoderm or mesoderm of the posterior trunk and/or tail (≥ somite 25) to calculate the expected number of double events and test the hypothesis that contribution to both neural and mesodermal tissues in posterior trunk and/or tail (≥ somite 25) of E10.5 R26nlaacZ1.1 embryos, shown in Figure 5 , is due to independent recombination events in N-and M-restricted progenitors (N t = 1791). The difference between the number of N-M clones observed at these axial levels and the expected number of embryos with two independent events is statistically significant and therefore the hypothesis is rejected. N: neurectoderm, M: mesoderm.
In non-restricted clones observed in R26nlaacZ1.1 E8.5 embryos ( Figure 3A and Figure 4 ), groups of ≥9 labeled cells contribute to each tissue indicated. We tested the hypothesis that multiple tissue contribution is due to independent recombination events in progenitors of tissue-restricted, medium size (9-64 cells) clones. The combined probability of two independent events is equal to the product of the probabilities of each single event. Thus, the expected number of observations of both independent events A and B is E=N A *N B /N t , where N A , N B are the numbers of observations of events A and B respectively, and N t the total number of E8.5 R26nlaacZ1.1 embryos examined (N t = 2171). The differences between the number of clones observed and the expected number of embryos with two recombination events are statistically significant for all tissue combinations and therefore the hypothesis is rejected. N: neurectoderm, M: mesoderm, SE: surface ectoderm and END: endoderm. Table S1   Table S2 Are non-restricted E8.5 "clones" the result of 2 or more recombination events in tissue-restricted progenitors? Clones with contribution to the entire non-segmented posterior tail and tail bud are also shown, although these could contribute to both neurectoderm and mesoderm of the tail at later stage (shown also in Figure 5 ). Tissue contribution is colorcoded as indicated. Other symbols are as in Figure 4 . Note the small number of N-restricted clones and the preferential contribution to lateral mesoderm in the longest M-restricted clones. The vast majority of M-restricted clones with paraxial mesoderm contribution are shorter clones (1-3 somites), not shown in this diagram, uniformely distributed in the axis. Figure S5 . Proliferation in the post-gastrulation primitive streak and forming tail bud Embryos treated with BrdU at the stages indicated were sectioned and immunostained with BrdU antibody to visualize proliferating cells, and with DAPI to detect nuclei. High proliferation can be seen in the late primitive streak at E7.5 to E8.5 and the emerging tail bud at E9.5 with >97% of cells incorporating BrdU over the 5-hours culture period. The only region showing slower proliferation, with mostly unlabeled cells, is the ventral node (notochord progenitor; arrow) consistent with previous reports (Bellomo, 1996) .
